Introduction: Cutaneous melanoma (CM) is an
INTRODUCTION
Cutaneous melanoma (CM) is a potentially aggressive form of skin cancer and its incidence continues to rise with over 250,000 new cases annually worldwide [1] . CM accounts for the majority of skin cancer-related deaths [1] . A large variance in survival rates, depending on the extent of disease, exists [2] . Fortunately, the previously dismal prognosis of this disease is improving with recent advances in systemic therapy.
CM
derives from neuroectodermal melanocytes. These melanocytes cannot only be found in the skin and hair follicles, but also in the eye and the inner ear. CM is an immunogenic tumor type, which is frequently associated with spontaneous autoimmune manifestations [3] . In this perspective, the symptoms might be interpreted as an attempt by the immune system to develop antitumor response. Autoimmune retinopathy has been described as a paraneoplastic manifestation of CM [4, 5] . Reactive development of antiretinal antibodies with resulting visual impairment is still a poorly understood pathology. Patients describe early symptoms as the presence of sparkles and shimmers (photopsia) as well as blind spots in their vision. On clinical examination, early stages of retinopathy may be difficult to see morphologically, but an electroretinogram (ERG), which measures a standardized evoked response of photoreceptors and subsequent neurons in the retina, is able to demonstrate retinal dysfunction and helps to find the right diagnosis [6] .
It has been hypothesized that the inner ear could be a target for a CM-mediated autoimmune response, in which the immune system produces antibodies that cross-react with cells of the organ of Corti, leading to disorders such as vertigo, hearing loss, nausea, and tinnitus [7] . Herein, we aim to demonstrate the histoserological evidence of antibodies against retinal as well as inner ear cells in CM patients.
We would like to introduce this condition as MARCo (melanoma-associated retinopathy and cochleopathy).
METHODS
Patient data as well as blood samples of CM patients in Lübeck (CMPL) and Homburg (CMPH) were evaluated for this study after informed consent. A healthy individual's blood sample was used as non-melanoma control (NMC). The blood was allowed to clot by leaving it undisturbed at room temperature (RT). The clot was removed and following centrifugation the resulting supernatant was collected as designated serum. Aliquots were stored at -80°C. To verify the specific binding of antibodies in the sera, we used a commercially available unspecific human IgG (Perbio Science, Bonn, Germany) as antibody control (AC).
Frozen macaque (Macaca fascicularis) retina sections (8 lm) were thawed at RT and rehydrated in phosphate buffered saline (PBS). All experiments were conducted thrice. Fold-changes relative to NMC are expressed as the mean ± standard deviation. Statistical analysis was performed with Prism (Version 6, GraphPad, La Jolla, USA) using an unpaired Student t test with p\0.05 considered significant. This article does not contain any new studies with human or animal subjects performed by any of the authors.
RESULTS
All 11 patients were diagnosed with cutaneous melanoma. Seven of them (CMPL, CMPH2, CMPH4, CMPH6-8, CMPH10) had a positive serology (reference laboratory in Homburg, Germany) for melanoma-associated retinopathy (MAR), even though not all of them were symptomatic. When symptomatic, patients were presented with recurrent scintillating scotoma, color vision deficiency, night blindness or visual field constriction.
In most cases, symptoms correlated with electrophysiological findings like for CMPL. In this specific case, the patient was previously diagnosed with two episodes of CM. While fundoscopic examination did not show any pathological changes, the ERG demonstrated a significant b-wave reduction, particularly of the right eye (Fig. 1) .
Indirect immunofluorescence on the retinal specimen did show specific staining of the neuronal layers consisting of photoreceptors, bipolar cells, and ganglion cells (Fig. 2a) .
As CMPL did describe onset of tinnitus since recurrence of CM, we also performed indirect immunofluorescence on the cochlear specimen.
Here, specific stainings of the inner and outer hair cells as well as Reissner's membrane were evident (Fig. 2b) . This result was also found to different extents in seven other CM patients. Interestingly, these were the same patients, who had previously been tested positive for MAR (Fig. 3) . Fig. 2 Indirect immunofluorescence findings of the retina and cochlea. a Stainings of the retina specimen showed no signal for the isotype antibody control (AC) and almost none for the non-melanoma control (NMC). However, several of our cutaneous melanoma (CM) patients, such as cutaneous-melanoma patient Lübeck (CMPL), showed specific immunofluorescence (Alexa488) around the photoreceptor cell nuclei (ONL) as well as inner/outer segments (IS/OS), the bipolar cells (inner nuclear layer INL) and ganglion cells (ganglion cell layer GCL). In all three panels the retinal pigment cells (RPE) showed typical autofluorescence. Cell nuclei were stained with 4',6-diamidino-2-phenylindole (DAPI, blue). Scale bar is 100 lm. b Stainings of the cochlea-specimen showed no signal for the isotype AC and almost none for the non-melanoma control (NMC). However, several of our CM patients, such as CMPL, showed specific immunofluorescence (Alexa488) in the organ of Corti, which consists of inner and outer hair cells (IHC and OHC). Furthermore, positive immunofluorescence was captured around Reissner's membrane (RM) and the tectorial membrane (TM). Cell nuclei were stained with DAPI (blue). Scale bar is 100
Multiplex ELISA showed a significant elevated serum level of CD163 in CMPL compared to NMC (Fig. 4) . All other cytokines were not significantly different.
DISCUSSION
MAR was first described in 1988 [8] . Most cases have been associated with CM. However, uveal melanoma has also been implicated [5] Our results, correlated almost perfectly, except for CMPH9, with those of the external reference laboratory, which suggests a sufficient validity of our method. Negative results of the controls (AC and NMC) underline this fact.
Tinnitus is an abnormal noise perceived in one or both ears, or in the head and is usually associated with damage to the auditory system of the inner ear [11] . Inner ear pathology in the setting of a systemic autoimmune disorder might be immune-mediated. However, isolated immune-mediated inner ear disorders also Fig. 3 Results of semi-quantitative evaluation. Values were normalized to NMC. All patients, who were tested positive for antibodies against the retina (MAR AB internal), also showed positive staining on the cochlea slides, in different degrees. Only two patients received IFN-a therapy (CMPH6 and CMPH8). *Signifies p\0.05 (unpaired Student t test). Antibody control (AC), non-melanoma control (NMC), cutaneous-melanoma patient Lübeck (CMPL), cutaneous-melanoma patient Homburg (CMPH), melanoma-associated retinopathy antibody proof (MAR AB), interferon-a (IFN-a) Fig. 4 Cutaneous-melanoma patient Lübeck (CMPL) serum levels of CD163 (Cluster of Differentiation 163). Results were normalized to the non-melanoma control (NMC). This specific cutaneous melanoma patient, who was affected by rapid metastatic disease, showed significant elevated levels of CD163. *Signifies p\0.05 (unpaired Student t test)
occur. The pathogenesis of immune-mediated inner ear disorders remains largely unknown, although various mechanisms have been suggested such as humoral antibody production, autoreactive T cells, immune complex deposition, and vasculitis [12] .
Paraneoplastic audiovestibular disorders associated with CM have already been hypothesized, but not yet confirmed [7] .
Despite having confirmed the presence of melanoma-associated autoantibodies against retinal tissue, we have to consider other sources of autoimmunity. Type I interferons, which are mostly a-interferons (IFN-a), are used to treat CM, as it was done in a few of our patients (CMPL, CMPH6, and CMPH8) [13] . 
CONCLUSION
To the best of our knowledge this is the first report with histoserological confirmation of melanoma-associated retinopathy and cochleopathy, henceforth known as MARCo.
This autoimmune paraneoplastic entity should be addressed during anamnesis as it might be of prognostic significance. 
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